differentiation for 21 days. There is a minimal 90% decrease in gene expression in sh-vil1 and 11
sh-vil2 cells. 12 13 14 Figure S1 2
Supplemental Experimental procedures 15 16

Lentiviral particles transduction 17
Expression of human villin (Gene ID: 7429) was silenced using commercial lentiviral 18 particles (SHCLNV-NM_007127, Sigma). Transduction control was performed in parallel 19 with a non-targeting sh-RNA (SHC002V, Sigma). For transduction, TC7 cells were plated in 20 six-well plates, treated with polybrene, and infected with viral stock in accordance to 21 manufacturer instructions. Stable transduced cells were selected in medium containing 75 22 !g/ml of puromycin (Sigma) for 2 weeks. Homogenous cell clones were selected from a 23 mixed population by dilutions and single cell culture before functional analysis. 24
25
Gentamicin assay 26
S. typhimurium was used to infect TC7 cells (MOI100) as described above in triplicate wells. 27
After 1hr of bacterial contact and invasion in antibiotic-free medium, non-adherent bacteria 28 were washed three times and gentamicin (100 µg/ml) was added for 1hr to kill any remaining 29 bacteria. The monolayers were washed 3 times with PBS 1hr p.i. and lysed with 1% Triton-X-30 100. Dilutions were made, and viable bacteria were enumerated by plating on LB agar after 
Scanning Electron Microscopy 54
Cells were grown on 1.12-cm 2 ring-supported polycarbonate filters (Costar) and used 14 days 55 after being plated. After infection (MOI20), samples were fixed in 2.5% glutaraldehyde in 56 0.1M cacodylate buffer (pH 7.2) O/N at 4°C, then washed for 5min three times in 0.1M 57 cacodylate buffer (pH 7.2), postfixed for 1h in 1% osmium, and rinsed with distilled water. 58
Cells were dehydrated through a graded ethanol series followed by critical point drying with 59 CO 2 . Dried specimens were gold/palladium sputter-coated with a gun ionic evaporator PEC 60 682. The samples are imaged in a JEOL JSM 6700F field emission scanning electron 61 microscope operating at 5kV. Plasmid pHSipA (kind gift from V. Koronakis) containing the entire sipA was used to purify 82
His-SipA protein as described (McGhie et al., 2001) . GST-Villin and GST-Vill"Sev were 83 also purified as described by using Glutathione Sepharose 4B (Amersham Pharmacia) 84 (Revenu et al., 2006) . The plasmids pZP2047, pZP2052, pZP2067 were used to purify 85 
